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Resumo 
 
Os hidrogéis têm demonstrado ser alternativas altamente atrativas para aplicações em 
engenharia de tecidos. Devido às propriedades mecânicas, estabilidade e capacidade de mimetizar a 
matriz extracelular (ECM) dos tecidos nativos, hidrogéis baseados em polissacarídeos são apelativos 
para uso em terapias regenerativas com recurso a células. A impressão 3D é uma abordagem altamente 
versátil, dotando os implantes com características tridimensionais de relevo. Uma das maiores 
dificuldades neste campo é a escassez de materiais multifuncionais compatíveis com impressão 3D 
capazes de mimetizar a ECM do osso. A pectina, polissacarídeo aqui utilizado, destaca-se pela 
solubilidade e maior capacidade de personalização quando comparada com outros biopolímeros. 
Nanosilicatos podem ser utilizados para modificar o fluxo polimérico, de modo a torná-lo compatível 
com processos de impressão, possuindo também propriedades osteogénicas, de reforço mecânico e 
desencadeamento de atividade celular, compensando a falta destes atributos nos polissacarídeos.  
Neste trabalho, a incorporação do nanosilicato laponite (LAP) na estrutura de pectina-
metacrilada (PEMA) foi estudada. Para esse efeito, a pectina foi modificada através dum processo de 
metacrilação, dando origem a um hidrogel foto-reticulável. A concentração do polímero foi mantida 
inalterada enquanto que a do nanosilicato foi variada de modo a estudar a sua influência nas 
propriedades dos andaimes, assim como para definir a janela dentro da qual o compósito é imprimível. 
Utilizando um processo de extrusão, as composições de PEMA/LAP foram impressas e 
parametricamente quantificadas, tendo também sido realizado um estudo reológico. Módulos de 
elasticidade num intervalo de 8 a 48 kPa foram obtidos, valores considerados ideais para a osteogénese. 
Tanto as propriedades reológicas como as mecânicas confirmaram a existência de um limite de 
saturação para o nanosilicato, a partir do qual as propriedades dos andaimes se deterioram. Este 
nanocompósito PEMA/LAP demonstra capacidades notáveis para regeneração óssea, apresentando-se 
como uma alternativa barata, personalizável, biocompatível e compatível com impressão 3D. 
 
Palavras-chave: hidrogel, andaime, impressão 3D, laponite, pectina-metacrilada, polissacarídeo, 
regeneração óssea 
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Abstract 
 
Hydrogels have proved to be highly attractive biocompatible materials which can be used for 
tissue engineering applications. Among the hydrogels, Polysaccharides due to their superior 
mechanical properties, stability, and resemblance of the native extracellular bone matrix (ECM) are 
appealing to use as cell-based regenerative therapy. To impart complex 3-dimensional architectural 
features, printing methodology is a versatile approach due to its capability to fabricate customizable 
scaffolds. Pectin stands out since its solubility can be more easily modulated compared with the other 
natural polymers. One of the big burdens in this regard is that the lack of multifunctional printable 
materials which can resemble ECM of bone tissue. In order to make pectin printable for bone tissue 
engineering, nanosilicates can be used to modify the flow behavior of pectin. Moreover, nanosilicates 
provide osteogenic properties, mechanical reinforcement, and triggering of cell phenomena, making up 
for the absence of such properties in polysaccharides.  
Here, we hypothesized that the incorporation of laponite (LAP) nanosilicates within 
methacrylated-pectin (PEMA) enhance the shape fidelity and mechanical properties. Therefore, pectin 
was modified through a methacrylation process creating a UV-crosslinkable methacrylated-pectin 
(PEMA) hydrogel. Polymer concentration was kept unchanged while laponite amount was tuned in 
order to study its influence on disc-shaped scaffolds and to define a printability window. Using an 
extrusion-based process, the compositions of PEMA/LAP were printed and their printability properties 
quantified and a detailed study on the rheological properties of the PEMA/LAP hydrogels was 
conducted. Remarkably, elastic modulus in the range of 8-48 kPa were obtained, which is ideal to 
promote osteogenesis. Rheological properties, as well as mechanical properties, confirmed the existence 
of a saturation limit for LAP, from which scaffolds properties deteriorate. This nanocomposite platform 
highlights the potential of printed PEMA/LAP for bone tissue engineering, proposing a 3D-printable, 
low cost, tunable, biocompatible and highly promising alternative in this field. 
 
Keywords: hydrogel, scaffold, 3D printing, laponite, pectin-methacrylate, polysaccharide, bone 
regeneration 
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1. Introduction 
 
 
Bone tissue engineering (BTE) is a highly interdisciplinary field that combines insights from both 
engineering and life sciences, thus increasing the complexity of successful new bone growth. To fulfill 
all requirements for BTE, different kinds of materials have been studied in the last decades. Traditional 
methods to repair bone defects like autografts, xenografts and allografts show some disadvantages, like 
donor-site morbidity and uncertain secondary effects [1], and have limited clinical use. Metallic 
implants and biomaterials like calcium phosphate, bioglass or hydroxyapatites have proven to be good 
alternatives, however they still lack the ability to meet all needs for complete regeneration of bone tissue, 
especially when it comes to biocompatibility, biodegradability and cell incorporation. So, the 
development of other biomaterials like polymeric scaffolds and in particular hydrogels has been 
intensively studied in order to overcome the limitations of today’s clinical solutions for bone damage 
repair. 
A bone scaffold must show: biocompatibility, so it doesn’t trigger any inflammatory response by 
the organism; osteoconduction, osteoinduction, and osteogenic properties; pore size higher than 100 
µm and highly interconnected; mechanical properties at least similar to the ones of the adjacent host 
tissue; adequate degradation profile, matching the speed of new bone generation; enough rigidity so 
that their structure and properties are not damaged during the required procedures and transportation 
before surgery; sterile environment for cell seeding; optimal integration between the implanted material 
and the native tissue [2]. 
 
 
Hydrogels are some of the most exciting and promising materials for research in the biomedical 
field, and bone tissue engineering is no exception. Despite most of the research on these materials being 
carried on the biomedical field, these hydrophilic polymeric chains, that have been around since the last 
decade of the 20th century [3], are currently used for contact lenses and hygiene products, for instance 
[8], and are also a research field in soft electronics and actuators [4]. They stand out due to some highly 
attractive properties like biocompatibility, flexibility, softness, high water content [5] and the versatility 
to engineer their physicochemical properties to meet the needs of each application. Consisting of chains 
of repeating monomers (homopolymers) or chemically different monomers (copolymers) [6], hydrogels 
can be applied as space-filling agents, delivery vehicles for bioactive molecules and scaffolds for wound 
dressing and tissue engineering, both 2D and 3D [7].  
In order to meet the requirements for bone regeneration, hydrogels are tailored. By tuning their 
polymer concentration, crosslinking density, crosslinking mechanism and/or chemical composition [6], 
for example, properties like degradation rate, swelling ratio, porosity, and mechanical properties can 
be optimized to meet bone ingrowth needs. Besides, as 3D networks with high hydrophilicity, 
hydrogels provide a good environment for cells [7], making them ideal to be used as cell carriers. Its 
three-dimensional structures act as a mechanical support for cells and allow nutrients, oxygen, and 
metabolites’ transport to and from the encapsulated cells [6]. 
Polymers in which hydrogels are based on can either be synthetic or natural (biopolymers). These 
can also be combined and used as composite scaffolds. Synthetic polymers show poor biocompatibility 
[6], however, they provide reproducible properties and chemistries since they mainly depend on the 
conditions of their synthesis. Biopolymers are most commonly used for tissue engineering applications 
since they mimic the natural extracellular matrix (ECM) of the tissues, either by being components of 
this matrix themselves, like collagen or by having similar macro-molecular properties [7]. This matrix 
is responsible for giving structure, support and regulation on different levels for the living tissue 
through its 3D acellular network [8], and guides remodeling of the tissue when in repair, assuring that 
2 
 
there is not any kind of inflammation or immune response from the organism [1]. Among biopolymers, 
gelatin derivatives and collagen are widely used for a variety of biomedical applications. Collagen is a 
structural tissue protein that provides integrin-binding sites, an essential biological cue for cell-ECM 
interactions. Gelatin, being a product from collagen hydrolysis, also shows great biological performance 
since it contains the same binding sites on its structure [6]. However, mechanical weakness and fast 
degradation in vivo of these proteins make them unattractive for bone regeneration [8], imposing the 
study of other alternatives like polysaccharides, which meet several requirements for tissue engineering 
[9].  
 
Polysaccharides, the most abundant biomolecules in nature [9], are the polymer group with the 
longest and widest medical applications due to their excellent properties [10]. They have been applied 
in the design of multiple tissue engineering constructs like bone, neural tissue, heart valves, blood 
vessels, and cartilage, among others [11]. They can have vegetal, algal, microbial and animal origin [9] 
and their capacity to mimic the ECM of native tissues (from both chemical and physical viewpoints) has 
an impact on the adhesion, spreading and proliferation of cells, guiding tissue regeneration in the 
desired direction, thus impacting tissue regeneration success [11]. The resemblance of polysaccharide-
based hydrogels to some components of bone, like the mineral binding non-collagenous proteins 
glycosaminoglycans (GAGs), makes polysaccharides based-scaffolds some of the most commonly used 
alternatives for BTE applications. GAGs are strongly hydrophilic macromolecules composed of 
polysaccharide chains made up of repeating disaccharide units. Many of the soluble growth factors 
inducing osteogenic differentiation and promoting the biosynthesis of osteogenic proteins require 
GAGs to facilitate their interaction with surface receptors since these components bind growth factors 
and cytokines. GAGs are also essential for moderating crystallization [7]. Contrary to some synthetic 
polymers, polysaccharides tend to avoid stimulation of chronic inflammation or immunological 
reactions and toxicity, which represents a huge advantage in tissue engineering [12]. Polysaccharides 
also show remarkable biocompatibility, biodegradability, better mechanical properties in comparison 
with other polymers and modifiable functional groups [11], since they usually contain hydroxyl, 
carboxyl, and amino groups, which can be functionalized [9].  
Pectin is a naturally derived polysaccharide usually found in the cell walls of terrestrial plants 
and fruits [13]. It has long been used in the food and pharmaceutical industry, especially due to its 
gelling ability [14].  More recently, it has also played an important role in gene delivery [15,16], drug 
delivery [16,17], cancer therapy [19] and as a scaffold for tissue engineering [19,13]. Its thickening and 
gelling abilities make pectin an attractive biomaterial, as well as its biocompatibility, biodegradability, 
non-toxicity, and abundancy of modifiable functional groups [13]. Pectin’s branched nature and the 
complexity of its chemical composition it’s similar to alginate [20], which is one of the most used 
biopolymers in tissue engineering. However, in native composition, this polymer lacks cell-adhesive 
and protease-cleavable sites, acting as a “blank-state”. Here, pectin backbone was methacrylated with 
aminoethyl methacrylate (AEMA), a process that consists of a direct reaction between pectin and 
methacrylic anhydride (see Figure 1.1), where methacrylate groups substitute carboxylic groups on 
pectin structure until the desired methacrylation degree (MD) (number of substituted groups) is 
achieved [13]. This process originates pectin-methacrylate (PEMA), a UV-crosslinkable hydrogel when 
associated with a photoinitiator (Irgacure D-2959). Methacrylate groups provide the ability to form 
covalent bonds between the polymer chains, induced by UV crosslinking. These covalent bonds 
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improve the mechanical properties and stability of hydrogel [21]. A schematic of PEMA crosslinking 
can be found further in the Discussion and Results section. 
 
The parameters of photo-crosslinking (light exposure time, light intensity, light wavelength, and 
initiator concentration) critically influence the properties of the resulting hydrogel. Tuning of chemical, 
degradability, physical and mechanical properties of PEMA-based hydrogels can be done by adjusting 
both MD and polymer concentration, as well as crosslinking time. Higher polymer concentrations, 
crosslinking times and methacrylation degrees lead to stiffer scaffolds with lower degradation profiles, 
however, the scaffolds become too rigid and dense which highly affects, among other properties, cell 
viability [21]. Mehdi Mehrali et al. [13], for instance, studied the influence of MD on different properties 
by using PEMA hydrogels with low, medium and high MD. 
 Polysaccharide-based scaffolds provide good degradation profiles and show high resemblance 
with the ECM of the natural tissues, but lack biological cues to trigger cellular activity and send cell 
signals to guide morphogenesis [13]. Besides, although mechanical properties of these biopolymers 
might be good for some other applications, bone repair requires superior properties in that domain. In 
this case, PEMA on its own doesn´t allow the production of 3D constructs stiff enough for bone repair, 
even after crosslinking, and its viscosity it’s also not enough to make it compatible with 3D printing 
techniques. Therefore, reinforcement strategies to overcome these limitations must be applied. 
 
 
 
In order to enhance hydrogels’ physical, chemical and biological properties, these materials can 
be reinforced. Despite the great potential of hydrogels, most of the polymers, including polysaccharides, 
lack mechanical strength for load-bearing applications, biological cues or degrade too quickly [6]. 
Therefore, several reinforcing strategies are studied on a daily basis by the scientific community. For 
instance, some papers reported reinforcement of pectin-methacrylate with Arginine-Glycine-
Aspartic acid motifs [22] or Gelin-s [13], a gelatin derivative which provides higher biological activity. 
Gelatin derivatives like Gelin-s or gelatin methacrylate are commonly blended with polysaccharides 
[13,8]. Reinforcement with inorganic materials like nanosilicates or several other kinds of nanoparticles 
(carbon nanotubes, graphene, bioactive glasses, hydroxyapatites) is also widely used [23,6], since not 
only endows biological enhancement to the hydrogels but also notably impacts mechanical, rheological 
Figure 1.1  –  Scheme of pectin’s functionalization to obtain PEMA, with the corresponding 
chemical structures represented.  
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and physical properties. Reinforcement with nanosilicates, in specific, significantly impacts mechanical 
properties, degradation profile, flow properties and cell-scaffold interaction [6]. Some approaches as in 
[24] use a double reinforcement strategy, using both polymers and nanosilicates as reinforcers.  
 
Silicate deficiency in our organism can cause several health issues, like osteoporosis since this 
trace mineral is crucial for bone health. It has been shown that silicate stimulates collagen synthesis, 
boosts calcification/mineralization and guides osteogenic phenomena [25]. Besides tissue engineering, 
nanosilicates are also well-established components for drug delivery [26,27] and wound healing 
applications [28]. The most common are montmorillonite, hectorite and the smectite family. Smectite 
family consists of hydrous materials which swell and turn into solid-plastic masses when submerged 
in water. Laponite (LAP), member of the smectite family, is a 2D synthetic nanosilicate with 30 nm in 
diameter and 1 nm in thickness that has been shown to provide enhanced physical, chemical, biological 
and shear-thinning properties. It has a discotic charged surface (both positive and negative charges on 
the surface, resulting in unique anisotropic interactions between the nanoparticles), uniform shape, high 
surface-to-volume ratio (enhances adsorptive behavior), and biocompatibility [28]. This nanosilicate has 
a 2-layer disposition, consisting of two parallel silica sheets with a magnesium oxide sheet between 
them. When dispersed in water, the sodium cations between layers are released, unbalancing the charge 
of laponite. The platelets adopt a negative charge and the edges a positive one, as long as the pH is 
lower than 11. With this positive charge on the edges, a “house of cards” microstructure is achieved due 
to the electrostatic interactions between the opposite charges of the nanoplatelets. This microstructure 
is responsible for the increase in viscosity and shear-thinning behavior of laponite dispersions [29]. 
Schematics on laponite microstructure and its behavior can be found in the Appendix, section A 
(adapted from [30]). These materials also act as physical crosslinking points of polymeric materials, as 
represented in Figure 1.2. This has an impact on properties such as swelling ratio, degradation rate, and 
mechanical stiffness. Moreover, imaging of the subsurface cellular process is facilitated due to the 
optical transparency of LAP in aqueous media [28].  
 
 
 
 
 
 
 
 
 
 
 
M. Hasany et al. [31] extensively studied the reinforcement of alginate/hyaluronic acid hydrogels 
with 3 different 2D nanosilicates, including laponite, for BTE purposes. The nanoreinforced hydrogels 
were associated with an increase in mechanical properties, extension on cell viability for longer periods 
of time, expression of osteogenic markers like alkaline-phosphatase and also an increase in 
mineralization. The same trend was reported in [23], where laponite reinforced gelatin methacrylate 
scaffolds. The addition of the nanosilicate increased stiffness and in vitro stability. It was also noticed its 
effect on cell adhesion and proliferation, as well as the triggering of osteogenic differentiation of 
preosteoblasts, affirming the outstanding potential of laponite for bone regeneration.  
 
Figure 1.2  - Schematic of the nanocomposite in focus in this work ,  from pectin’s extraction to 
laponite incorporation into the polymer’s ne twork.  
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In order to obtain printable hydrogel compositions, optimization of their viscosity and other 
rheological properties is crucial. both Newtonian and non-Newtonian formulations are currently 
studied. Contrarily to the Newtonian ones, non-Newtonian extrusion inks show shear-thinning 
behavior, which means viscosity decreases with the increase in strain rate. Nanosilicate dispersions 
follow a non-Newtonian behavior due to their shear-thinning properties. In a nanocomposite, it is 
important to understand the effect of shear forces on both the polymer and the nanosilicate. Under low 
shear rates, the previously reported “house of cards” microstructure of laponite is adopted. However, 
when submitted to high shear rates, this microstructure collapses resulting in a twist in the orientation 
of the nanoplatelets, orienting them in the flow direction, hence decreasing viscosity. Regarding the 
polymer network, these shear forces result in a disentanglement of its chains, which are at rest when no 
external forces are being applied. These structural changes allow viscous formulations to decrease their 
resistance to flow when submitted to shear forces, returning to their original shape once the load is 
removed, which is believed to increase printing resolution [29]. 
For these reasons, nanosilicates have been widely used for the development of injectable 
biomaterials for tissue engineering. Laponite viscosity-increase capacity and shear-thinning behavior 
allowed the printing of gelatin methacrylate [23] and alginate/methylcellulose hydrogels [32], both 
using extrusion-based 3D printing, showing the outstanding ability of this nanosilicate to modulate 
flow properties of hydrogels. 
 
Additive manufacturing (AM) techniques play an important role in tissue engineering, becoming 
the number one choice when it comes to scaffolds’ production. Commonly known as 3D printing, these 
techniques allow the production of 3D structures according to a predesigned CAD (computer-aided 
design) file that can be sketched to have the exact geometry of the defect-site. 3D printing aims to 
fabricate 3D structures that are able to create a micro-environment where cells are able to grow, spread 
and differentiate, and also provide the mechanical, degradation, physical and chemical properties that 
the application requires. Hydrogels are widely compatible with 3D printing techniques due to their 
tunability since the possibility of engineering their composition by changing its concentration or adding 
additives that change its flow properties allows reproducibility of printing constructs [33]. It is also of 
paramount importance that the printing is reproducible and has good resolution and shape fidelity, i.e., 
the design and the built construct should be the most equivalent as possible in terms of features and 
dimensions. The maintenance of structural integrity after printing is also of big importance [34].  Each 
bioink is carefully studied and optimized until a trade-off between best properties and best printing 
conditions (nozzle diameter, printing speed, pressure, etc.) is achieved. The most used AM techniques 
for tissue engineering are micro extrusion, inkjet, laser-assisted bioprinting [33], light-mediated 
stereolithography and fused deposition modeling. Besides transplantation, 3D printed constructs are 
also believed to be ideal as in vitro models to study diseases, for example [34].  
In extrusion-based 3D printing, 3D structures are built by dispensing bioinks through nozzles or 
needles. Hydrogels are highly attractive materials for this technique, due to their amazing properties. 
The ink is loaded into a reservoir (cartridge) and is then extruded by a piston, screw or pneumatic 
system until it reaches the nozzle aperture [29]. Afterward, the ink exits the nozzle and is dispensed in 
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a building platform which follows the x-y directions of a pre-designed CAD-file [34]. This technique 
allows the printing of complex shapes like bionic ears or heart valves [34,35] and is compatible with 
several crosslinkable hydrogels (photo, chemical or thermal) [37]. In this work, a piston-driven 
extrusion technique was used, and schematic of the printing system, as well as a picture of the used 
setup, can be seen in Figure 1.3. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Inkjet printing and extrusion-based 3D printing are the two most used AM techniques. Extrusion-
based techniques are an evolution of inkjet printing, allowing higher resolutions and continuous 
printing of viscous substances instead of just droplets [37]. In this technique, the printed formulation 
should show a continuous flow while exiting the nozzle tip, exhibiting a liquid-like behavior. However, 
high viscosity is needed so that the ink doesn’t show droplet formation due to surface-tension driven 
forces, as well as to keep its shape once it is printed. For that reason, shear-thinning inks are widely 
used for this purpose, since they go from a solid-like behavior to a liquid-like one when a shear load is 
applied, returning to its viscous state after printed [29]. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
  
Figure 1.3  - a) Schematic with every component of the printing system; b) 
Actual printing setup.  
7 
 
2. Materials and Methods 
Pectin was extracted from apple peels (50-75% esterification) and methacrylated (MD=15%) 
through the same process used in [13], which can be found in the Appendix, section B. The 
photoinitiator 2-Hydroxy-4′-(2-hydroxyethoxy)-2 methylpropiophenone (Irgacure D-2959) and 
Sigmacote were supplied from Sigma-Aldrich. Laponite RD (LAP), containing SiO2 (59.5%), MgO 
(27.5%), Na2O (2.8%) and Li2O (0.8%) with low heavy metals content was purchased from Rockwood 
Additives Limited, UK. Deionized water (DI) was used for all the experiments. Cartridges, pistons, and 
nozzles were provided by Nordson EFD, USA.  
 
 
In this work, four compositions were studied: PEMA 2% (2P), PEMA 2%: Laponite 1% (2P1L), 
PEMA 2%: Laponite 2% (2P2L) and PEMA 2%: Laponite 3% (2P3L). A 0.5 wt.% Irgacure D-2959 solution 
was used for every composition. Laponite 1, 2 and 3 wt.% were dispersed in the photoinitiator solution, 
covered in aluminum foil and sonicated for 25 minutes. The solutions were then vortexed until they 
looked translucid. PEMA was weighted and placed inside a glass sealed bottle with a stir bar along with 
laponite solution (2P1L, 2P2L, 2P3L) or just Irgacure solution (2P). The bottles were covered in 
aluminum foil and left in a hot plate to mix for 5h at 65ºC and 50 rpm. Afterward, using a gel pipette, 
the solutions were loaded into a casting mold with 4 mm in diameter and 6 mm in thickness disc-shaped 
holes. The upper glass was coated with Sigmacote to avoid sticking and possible damage of the discs 
after crosslinking. The discs were crosslinked in a UV-oven (UVP CL-1000 Ultraviolet Crosslinker) for 
10 minutes, with an intensity of 7 mW/cm2 and a wavelength of 365 nm, correspondent to the absorbance 
of the photoinitiator. After crosslinking (except for mechanical properties and swelling ratio), the discs 
were put inside 1.5 ml Eppendorfs and placed in a -80ºC freezer for 2h to become lyophilized, and were 
then left to dry overnight in the freeze dryer. 
 
 
To measure the swelling ratio (SR) of the hydrogels, N=3 discs were weighted in the following 
time points: 1h, 2h, 4h, 8h, 24h, 48h, 7 days, 14 days and 21 days. The discs were put in a 24 well-plate 
and SR was calculated as the coefficient between the initial dry weight of the disc (Wi) and the swollen 
weight at a specific time point (Ws). Before weighting, the excess of water was removed with a paper 
filter. 
Degradation rate (DR), N=3 samples were used for each time point (1, 2, 7, 14 and 21 days). At 
each time point, the samples were taken out of the 24 well-plate, freeze-dried overnight and weighted 
in the following day. DR was obtained by dividing the weight of the dried degraded scaffolds at each 
time point (Wd) by its initial weight (Wi). 
For both techniques, the media was changed every two days. 
 
Fourier Transform Infrared Spectroscopy (FTIR) was performed in transmission mode for every 
composition (N=2), over a range of 530-4000 cm-1 with a 4 cm-1 resolution. For this purpose, a 
PerkinElmer Spectrum 100 FTIR spectrometer (USA) equipped with the ATR accessory was used. 
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N=2 discs were freeze-dried, vertically cross-sectioned and then coated with gold (Au, 6 nm) 
prior to Scanning Electron Microscope (SEM) imaging. A Phenom Pro Desktop SEM was used to 
analyze the cross-sectioned scaffolds. ImageJ software (National Institute of Health) was then used to 
measure the pore size. 
 
 
To determine which compositions were printable, the hydrogel inks were first loaded into 3CC 
cartridges, coupled with a piston and a conical 25G nozzle was attached. Afterward, the cartridges were 
covered in aluminum foil to avoid undesired crosslinking and connected to the pressure system of the 
RegenHU 3D Discovery extrusion-based bioprinter. A glass coated with Sigmacote was used as a print 
bed. The constructs were printed with a pressure of 0.08 MPa and at a speed rate of 8 mm/s.  
 
In order to quantify the printability of the printable inks (2P2L and 2P3L), printability ratio (PR), 
spreading ratio (SPR) and shape fidelity (SF) were evaluated. For this purpose, square grid constructs 
(1 cm x 1cm) were printed with three different inner square sizes (1, 2, and 3 mm). To evaluate the 
printability of stacked constructs, squared hollow constructs (0.5 x 0.5 cm) with 5, 10 and 20 layers were 
also printed. All the pictures were taken using an Olympus SZ61 stereoscope and analyzed with ImageJ 
software (National Institute of Health). 
 
 
 
 
Compressive and cycle tests were performed using a Discovery DMA 850 from TA Instruments. 
N=4 samples were used for both tests. After crosslinking, the samples were submerged in PBS the night 
before compression in order to swell. The elastic modulus was calculated by analyzing the slope of the 
10-15 % strain region of the Stress (σ)-Strain (ε) curve, while strength and toughness were defined as 
the maximum stress and the area under stress-strain curves, respectively. The samples were submitted 
to a strain up to 30% at a rate of 0.4 mm/min, with a load cell of 18N. For cyclic tests, these same 
conditions were applied to the discs for N=5 cycles. The setup can be found in the Appendix, section C. 
 
 
Rheology tests were performed on the 4 groups using a Discovery Hybrid Rheometer HR-2 from 
TA Instruments using a plate-plate geometry (40 mm diameter) at 25°C. Viscosity, storage modulus (G’) 
and loss modulus (G’’) were measured. Firstly, steady shear experiments were performed in order to 
evaluate the shear-thinning behavior of PEMA and PEMA-LAP solutions at 25°C. Flow sweep 
experiment with a shear rate ranging from 0.01-100 s-1 was applied, with a 300 µm gap size. Moreover, 
in order to determine the linear viscoelastic region (LVE), amplitude sweep was performed from 0.01 
to 100 Pa at a fixed angular frequency of 1 rad/s. The setup can be found in the Appendix, section D. 
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Data statistical analysis was performed using GraphPad Prism (San Diego, USA). The significant 
differences among the grouped data sets for swelling ratio, degradation rate porosity, mechanical 
properties and printability parameters (except PR) were evaluated through one-way ANOVA, followed 
by Tukey’s post hoc test. Type 1 error rate was set to 0.05, and the statistical significance was specified 
as *(p<0.05), **(p<0.01), ***(p<0.001) and ****(p<0.0001). ns means the groups' difference was not 
significant. A table with all the p values can be found in the Appendix, section E. 
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3. Results and Discussion  
 
This dissertation’s main goal was to study laponite’s concentration effect on pectin-based 
hydrogels. Having that in mind, PEMA concentration was kept at 2 wt.% while LAP was added with 1, 
2 and 3 wt.%, as mentioned in the previous section. Disc-shaped scaffolds of every composition (2P, 
2P1L, 2P2L, and 2P3L) were then submitted to a range of characterization techniques, such as FTIR, 
swelling and degradation studies, compressive tests, porosity determination, and rheology study. 
Afterward, a printability window was defined and the printable compositions were quantified in terms 
of printability ratio, spreading ratio, shape fidelity and high fidelity. The outcome results of these 
techniques, as well as a discussion on them, can be found in this section. 
 
 
 
In order to verify the differences between non-crosslinked and crosslinked PEMA, FTIR analysis 
was performed in transmission mode, over a range between 500 and 4000 cm-1. A transmittance 
spectrum was also obtained for all laponite groups so that the nanosilicate influence could be studied. 
For every group, 2 scaffolds were analyzed in 2 different regions. However, that didn’t have any 
influence on the obtained spectra, since all of them looked similar. Despite the fact that the analysis was 
performed between 500 and 4000 cm-1, the region from 2000 to 4000 cm-1 was considered to be useless 
for the analysis, since it didn’t show any significant peaks. 
In Figure 3.1, one can find the spectrum of crosslinked PEMA along with the one of non-
crosslinked PEMA, right below. It must be noted that dashed lines correspond to pre-crosslinking 
peaks, while solid lines correspond to post-crosslinking ones. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
It must be noted that FTIR analysis was highly supported on the work done by M. Mehrali et al. 
[13] since PEMA was synthesized in the same laboratory (Department of Health Technology, Technical 
University of Denmark) and under the same conditions. As in this work, PEMA 2% was also submitted 
 
Figure 3.1  –  FTIR spectra for PEMA, before and after crosslinking.  
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to FTIR analysis and the peaks from Amide I, Amide II and     CH from acrylate groups were identified 
and analyzed.  
 
Firstly, starting with the non-crosslinked PEMA, i.e., in its lyophilized state, a first peak is present 
at 1735 cm-1, which corresponds to the vibrations of the C   O bonds of this polymer. Right next to this 
peak, at 1645 cm-1, one can find on the bottom spectrum a peak corresponding to Amide I, which shifts 
to 1610 cm-1 for crosslinked PEMA. This shift was also reported in [13]. Amide II peak was not really 
visible for non-crosslinked PEMA, despite a small step being present in the spectrum in that region. 
However, after crosslinking we can clearly see a peak at 1560 cm-1, which is in accordance with [13], that 
reported Amide II pre and post crosslinking peaks at 1544 cm-1. Amide I and Amide II transmittance 
peaks can be found within the band of 1500–1800 cm-1, as it states in [38], and are attributed to vibrations 
of C    O and N-H bonds, respectively [39]. Lastly, it is also possible to observe a peak at 825 cm-1 for 
non-crosslinked PEMA, which corresponds to the vibration of    CH belonging to the acrylate groups. 
As expected, this peak was extinct after crosslinking, since these double bonds were broken. All of these 
changes can be made explicit by analyzing Figure 3.2, which shows the difference between PEMA’s 
structure before and after UV crosslinking. The chemical scheme presented in black on the left 
represents pectin structural bonds. 
 
 
In Figure 3.3 one can find the spectra for all laponite compositions (2P1L, 2P2L, and 2P3L), as 
well as laponite transmittance spectrum and the one correspondent to 2P, that was discussed in the 
previous paragraph.   
 
 
 
 
 
 
 
 
 
Figure 3.2  –  PEMA’s UV -crosslinking scheme, with the correspondent changes in its chemical 
structure.  
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By analyzing laponite spectrum, it is easy to notice two main peaks: one around 955 cm-1 and a 
second one at 645 cm-1. The peak at 955 cm-1 slightly shifted to a higher wavenumber on 2P3L and 2P2L 
spectra, which might indicate a stronger interaction between the nanosilicate and the polymer. G. R. 
Mahdavinia et al. [40] studied hydroxypropyl methylcellulose-g-poly(acrylamide)/Laponite RD 
nanocomposites for drug release, and the FTIR analysis showed a peak related to Si–O stretching at 996 
cm-1. Also, a peak within the same range as the one present in laponite groups spectra was exhibited for 
alginate/hyaluronic acid/laponite hydrogels in [31], which confirms that it belongs to laponite, more 
specifically to silicon monoxide stretching. Regarding the second peak at 645 cm-1, [41] reported a peak 
at 661 cm-1 on its FTIR analysis of Laponite-derived porous clay heterostructures, which was associated 
with O-H bending vibrations. Once again, 2P1L peaks exhibited lower wavenumbers, due to a weaker 
interaction between PEMA and LAP. 
 
Moreover, one can see that laponite spectra seem to mask some of the peaks exhibited by PEMA. 
This is evident in the 1100 – 1600 cm-1 range. Transmittance decrease happened for most of the peaks, 
and some of them were even completely erased. Take as an example the Amide II peak, which goes 
from being extremely evident in the 2P spectrum to practically non-existent on the 2P3L one. 
 
 
 
 
 
 
 
 
 
 
 
Figure 3.3  - FTIR spectra for laponite, 2P and laponite groups (2P1L, 
2P2L and 2P3L).  
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It was hypothesized that the incorporation of a nanosilicate would not only decrease the swelling 
of the hydrogels but also contribute to a slower degradation profile, due to the ability of this nanosilicate 
to form physical crosslinking points along the polymer’s network, hence increasing their stability. In 
order to assess that, both swelling ratio and degradation studies were performed over a period of 21 
days. Stereoscope pictures of the freeze-dried scaffolds, i.e., dehydrated, used for both studies can be 
found in Figure 3.4.  
  
 
 The hydrophilic behavior was clearly present in PEMA and PEMA/LAP hydrogels, as can be 
seen in Figure 3.5, which refers to the swelling study carried out in this work. SR, a dimensionless ratio, 
was calculated by following equation (3.1), and represents the swollen mass at a specific time point (Ws) 
compared to the initial dry weight (Wi): 
 
𝑆𝑅 =
𝑊𝑠−𝑊𝑖
𝑊𝑖
     (3.1)            [13] 
 
 By analyzing the data, we can confirm that laponite had a noteworthy impact on the swelling 
ratio of the discs. As expected, the differences were more significant when comparing 2P with 2P3L, the 
group with the highest nanosilicate concentration. This proportionality between the increasing of LAP 
concentration and SR was supported by the p values obtained through the statistical analysis. 2P 
showed a significance of * when compared to 2P1L (pv=0.0104), increasing to *** and *** for 2P2L 
(pv=0.0003) and 2P3L (pv<0.0001), respectively. After 21 days submerged in DI water, 2P samples 
showed a SR of 28.4 ± 0.7. When comparing 2P with the laponite groups, we can see a decrease of 
approximately 12% for 2P1L (25.2 ± 0.5), 20% for 2P2L (22.8 ± 0.9) and 26% for 2P3L (20.9 ± 0.9). In this 
case, the swelling of the polymer’s network can be attributed to the presence of hydroxylic (-OH), 
carboxylic (-COOH) and amidic (-CONH-) groups in PEMA, as it states in [42].  
 
Moreover, most of the hydrogel swelling usually occurs during the first 8 to 10 hours of 
submersion, tending to stabilize after that period of time. This trend was followed by all groups, as it 
can be noticed by looking at the correspondent graph (Figure 3.5). For the first 8 h, 2P exhibited a SR of 
26.6 ± 0.8, meaning that 93% of the swelling occurred during this period. As expected, laponite 
compositions showed a smaller swelling percentage for the same amount of time. During the first 8 
hours, 2P3L hydrogels registered 84% of their swelling, while the 2P2L ones registered 81%. 2P1L 
registered the lowest value of them all, with a swelling percentage of 76%. Nevertheless, all of the 
groups showed 75% of the total swelling during this period. 
 
  
 
 
Figure 3.4  –  Stereoscope photographs of freeze-dried discs corresponding to a) 2P, b)  2P1L, c) 
2P2L, and d) 2P3L.  
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The determination of the degradation profile of a scaffold is also vital to determine its stability. 
Here, the degradation rate was calculated by using equation (3.2), that compares the initial dry weight 
(Wi) with the registered dry weight at a specific time point (Wd):  
 
𝐷𝑅 =
𝑊𝑖−𝑊𝑑
𝑊𝑖
× 100     (3.2)               [13] 
 
In Figure 3.6 one can find the degradation profiles of the studied hydrogel nanocomposites over 
21 days. Although during the first 10 days the results seem highly similar among the 4 groups, after 3 
weeks it is clear that they do have different degradation behaviors after all.  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
This discrepancy was more perceptible between 2P, 2P2L, and 2P3L since 2P1L exhibited a not-
significant difference comparing to 2P, as it can easily be concluded by looking at the graph above and 
double-checked by examining its p-values. 2P vs 2P2L showed differences with a significance of * 
(pv=0.0103), significantly increasing to *** for 2P3L (pv=0.0004). 
 
 
Figure 3.5  - Swelling Ratio of 2P, 2P1L, 2P2L and 2P3L hydrogels.  
Figure 3.6  - Degradation profiles of 2P, 2P1L, 2P2L and 2P3L hydrogels.  
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The discs only made from PEMA showed a degradation of 39.2 ± 1.2% after 21 days in DI water, 
while the ones with 2 and 3 wt.% LAP exhibited degradation values of 34.6 ± 0.9% and 31.3 ± 0.8%, 
respectively. These results remark the outstanding abilities of laponite.  
 
 
 
Porosity is a parameter of big importance for BTE, since it regulates the diffusion and transport 
of substances in and out of the scaffold, like nutrients and waste, by adjusting the scaffold’s 
permeability. It also impacts cell spreading and proliferation when these are seeded inside the hydrogel 
network. Hannink et al. [1] states that 100 µm is the minimum recommended pore size, since it allows 
a good transport of waste, oxygen, and nutrients within the scaffold, while pores above 300 µm are 
capable of enhancing osseointegration of the implant after surgery, as well as osteogenesis, oxygenation 
and vascularization (angiogenesis) since a larger surface area results in higher ion exchange. To study 
laponite’s effect on the pore size of the scaffolds, SEM analysis was performed.  
 
In Figure 3.7 one can find SEM pictures of the 4 studied compositions. These pictures correspond 
to carefully vertically cut cross-sections of the freeze-dried scaffolds. Following Au deposition to 
enhance imaging abilities, the cross-sections were observed with a desktop SEM. ImageJ was used to 
measure the pore size.  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
By looking at the pictures, one can observe that the first one, corresponding to 2P, exhibits an 
organized pore network. A similar organization was shown by pectin scaffolds with different 
Figure 3.7  - SEM pictures displaying the pore size of a) 2P, b) 2P1L, 
c) 2P2L and d) 2P3L lyophilized scaffolds.  
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methacrylation degrees in [13]. However, this organization was partially lost for the laponite 
compositions, accompanied by a decrease in pore size.  
 
Statistical analysis showed that 2P2L and 2P3L pore sizes were significantly different from the 
one exhibited by 2P, showing a significance of * (pv=0.0143) and *** (pv=0.0007), respectively. While 2P 
showed a pore size of 196 ± 103 µm, 2P2L exhibited pore sizes with an average of 107 ± 41 µm. For the 
scaffolds with a higher amount of laponite, the average was 78 ± 22 µm, as displayed in Figure 3.8. 
Besides the clear decreasing of pore size with the increasing of LAP, it was also noticeable a variation 
of the standard deviation (SD) for the different compositions. SD represents the diversity of pore sizes 
within each composition, which is considered to be of paramount importance for bone ingrowth. 
Comparing the compositions with 0 and 3 wt.% LAP, SD decreased from 103 µm to 22 µm, which 
implies that laponite incorporation had an impact on the obtained pore size range. Notably, all the 
groups but 2P3L exhibited an average pore size higher than 100 µm, which is considered to be the 
minimum recommended value for bone regeneration, as mentioned previously.  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure 3.8  –  Bar chart displaying the different pore sizes of the 
studied groups.  
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In order to assess laponite’s effect on mechanical properties, casted scaffolds were submitted to 
both compression and cycle tests. It is believed that the compressive load can be transferred to laponite 
nanoplatelets when these interact with a polymer network, increasing hydrogel stiffness. Hydrogels’ 
mechanical properties are of big importance for bone regeneration since the scaffolds should be rigid 
enough to uptake the in vivo loads of bone microenvironment.  
 
 
In this sub-section, elastic modulus, toughness and compressive strength values for the different 
groups were displayed and posteriorly discussed. 
 
Elastic modulus was considered to be the slope of the SS curves (Figure 3.9) in the 10-15% strain 
region, and its values can be found in Figure 3.10. This region was chosen since after 15% strain the 
stress increased more steeply, showing a curved profile.  
 
Also known as Young’s Modulus, elastic modulus quantifies the resistance of a material to elastic 
deformation, where ε and σ are directly proportional. The statistical analysis supported the comparison 
of 2P with laponite compositions. 2P vs 2P1L showed a significant difference of * (pv=0.0242), while for 
higher laponite concentrations (2 and 3 wt.%) a significance of **** (pv<0.0001) was reported.  
 
PEMA 2 wt.% showed an elastic modulus of 8.8 ± 0.5 kPa, whereas 2P1L reported a value of 19.5 
± 0.8 kPa, meaning that the incorporation of 1 wt.% laponite more than doubled the modulus’ value. 
2P2L and 2P3L showed a 5 and 6-fold-increase in elastic modulus compared to the merely polymeric 
scaffolds, both reporting values of more than 40 kPa (42.0 ± 0.7 kPa and 48.1 ± 0.7 kPa, respectively). 
Even though 2P3L showed the higher Young’s Modulus among all compositions, one can notice that 
the modulus increasing, when compared to the prior group (2P2L), was not as noteworthy as it was for 
2P → 2P1L and 2P1L → 2P2L transitions. For instance, 2P1L vs 2P2L showed a significant difference of 
**** (pv<0.0001), while 2P2L and 2P3L were the only compositions that showed no statistical significance 
between each other.  
 
Figure 3.9  –  Stress-Strain compression curves, up to 30% strain, for each composition.  
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Toughness quantifies the ability of a material to absorb energy before rupture. However, since 
the scaffolds were not compressed until their rupture, in this work toughness corresponded to the 
absorbed energy at 30% strain. Statistical analysis showed that 2P was only comparable with 2P2L and 
2P3L, showing significant differences of * (pv=0.0254) and ** (pv=0.0052), respectively. Toughness values 
of the studied compositions can be found in Figure 3.11. The 4 figures on the right (b), c), d) and e)) 
correspond to the SS curves, which have previously been shown. Toughness was retrieved from these 
areas under the stress-strain curves. 
 
 
 
Figure 3.10  - Bar chart showing elastic modulus  for each composition.  
b) c) a) 
e) d) 
Figure 3.11  –  a) Bar graph with the correspondent toughness  for each composition; b-e) Area under SS 
curves for b) 2P, c) 2P1L, d) 2P2L and e) 2P3L.  
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The reinforcement of the hydrogels with 2 wt.% LAP resulted in an outstanding toughness 
increasing when comparing to 2P, from 0.6 ± 0.1 kPa to 2.2 ± 0.1 kJ/m3. However, this proportionality 
between toughness and laponite concentration was not followed by 2P3L, which showed a value of 1.9 
± 0.2 kJ/m3. Just to complement toughness analysis, one can observe the area under the SS curves of each 
composition, represented on the right side of Figure 3.11. It is evident that the area under them increases 
from 2P (b)) to 2P2L (d)), significantly decreasing afterward for 2P3L (e)).  
 
Lastly, strength represents the ultimate stress before the specimen’s failure. However, due to 
reasons that were already explained, strength was defined as the maximum σ of the compression test, 
i.e., the stress registered for 30% strain. The obtained strengths for PEMA and PEMA/LAP discs can be 
found in Figure 3.12.  
 
 
 
As it happened for elastic modulus and toughness, one can notice that laponite had a remarkable 
impact on scaffolds’ strength. Laponite groups showed significant differences when compared with 2P, 
as can be seen by the horizontal bars in the above figure. A significance of * was registered for 2P1L 
(pv=0.0442) and 2P3L (pv=0.0375), while 2P2L exhibited ** (pv=0.0025) instead. 
 
The incorporation of 1 wt.% resulted in a 10-unit increase in strength (from 7.8 ± 0.8 kPa, the value 
exhibited by 2P, to 17.0 ± 0.6 kPa). This increasing trend was followed by 2P2L, which exhibited a stress 
of 27.5 ± 0.5 kPa at 30% strain, while a significant fall was registered for 2P3L, exhibiting maximum 
stress of 19.1 ± 0.9 kPa, really similar to 2P1L’s value. 
 
 
 
 
 
 
 
 
 
Figure 3.12  –  Bar graph displaying strengths for all compositions.  
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5 cycles of compression were performed for 4 discs of each composition. The SS cyclic 
compressive curves can be found in Figure 3.13. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 Firstly, in order to evaluate the impact of these 5 cycles, the decrease in strength from the 1st to 
the 5th cycle was analyzed. The maximum σ for both cycles, for all compositions, is presented in Figure 
3.14 a). For both cycles, the increase in strength among compositions followed the same behavior that 
was shown by PEMA and PEMA/LAP hydrogels in the previous section (see Figure 3.12). Strength 
 
Compositions 2P 2P1L 2P2L 2P3L 
Strength 
Decrease 
(kPa) 
0.9 2.2 2.8 2.6 
Figure 3.14  –  a) Bar chart showing the obtained maximum stress (strength) after 1 s t  and 5 t h  cycles, 
for each composition; b) Table displaying the differences between the obtained strengths, for each 
composition.  
a) 
b) 
a) 
Energy loss. 
c) 
Figure 3.13  –  SS compressive curves of the performed 5 cycles for all 
compositions.  
d) 
b) 
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proportionally increased with laponite concentration until 2 wt.%, decreasing afterward for the last 
composition (2P3L). More than looking at these values, it is of bigger importance to quantify the loss in 
strength between cycles. Laponite groups exhibited a higher decrease in strength, with 2P2L exhibiting 
a decrease 3 times bigger than 2P, as one can see in Figure 3.14 b).  
This may have arisen from the higher brittleness of the scaffolds owing to nanosilicate 
incorporation. This was also noticeable by looking at the cyclic SS curves, especially 2P2L and 2P3L, 
that showed a much-pronounced hysteresis. 
 
To complement this analysis, the registered energy loss for the different compositions during the 
1st cycle was analyzed. This loss corresponds to the difference in toughness between the loading and 
unloading curves, as represented in Figure 3.15 a), in which the red lines correspond to loading curve 
and the black lines to the unloading one. The dissipated energies, or energy losses, are represented in 
Figure 3.15 b). The 1st cycle SS curves can be found in the Appendix (section F).  
 
 
By looking at the graph, it is clear that LAP incorporation significantly impacted the energy loss 
of the hydrogel discs. This might be explained by the adsorption capacity of laponite nanoplatelets. 2P 
registered the undermost loss among all groups (0.07 ± 0.02 kJ/m3), as expected. For laponite groups, 
the amount of dissipated energy proportionally increased with nanosilicate content, which means that 
these nanoplatelets indeed adsorb some of the load energy. When compared to 2P, 2P1L exhibited a 3-
fold increase (0.24 ± 0.04 kJ/m3), surpassed by an 8-fold increase for 2P2L (0.57 ± 0.03 kJ/m3). Once again, 
the nanocomposites reinforced with laponite 3 wt.% showed a stagnation. However, if compared with 
2P, a 9.5-fold increase was achieved.  
 
 
 
 
 
 
 
 
a) 
Energy 
b) 
Energy 
Figure 3.15  –  a) Schematic representing energy Loss retrieving. b) Bar chart displaying the values 
of lost energy for all compositions during the 1 s t  cycle.  
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 In order to assess laponite’s influence on rheological properties, a rheology study was carried 
out. Viscosity (η), storage modulus (G’) and loss modulus (G’’) of each group were obtained and 
discussed.  
 Figure 3.16 shows 4 glass bottles, turned sideways, each one of them with one of the studied 
hydrogel solutions.  
 
 
  
 
 
 
 
 
 
 
 
 
 
 
 
It is clear that the viscosity of the different solutions increased with laponite concentration. In 
Figure 3.16 a), which corresponds to 2P, the gel completely slipped, indicating that the solution had a 
liquid-like viscosity. The more laponite was incorporated into the solutions, the less they moved 
towards the cap of the bottle since their viscosity dramatically increased. Viscosity can be seen as the 
resistance of a fluid to flow. 
 
In order to complement this visual assessment with some scientific analysis, a flow sweep 
experiment was performed to quantify viscosity as a function of shear rate, for the different groups. 
This analysis, represented in Figure 3.17, was also used to observe the supposed shear-thinning 
behavior of laponite compositions.  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure 3.16  –  Glass bottles with a) 2P,  b) 2P1L, c) 2P2L and d) 2P3L 
solutions.  
Figure 3.17  - Viscosity (η)  of 2P, 2P1L, 2P2L and 2P3L in function of 
shear rate. 
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As previously mentioned, Non-Newtonian extrusion inks exhibit a shear-thinning behavior, i.e., 
show a decrease in their viscosity when a shear load is applied, returning to its original state when this 
external stimulus is removed. This behavior is only present in Non-Newtonian inks, and the addition 
of laponite has proven to provide this kind of flow properties to hydrogels. 
 
At rest, 2P exhibited a viscosity around 1.5x101 Pa.s. The incorporation of laponite 1 wt.% lead to 
an one order of magnitude increase since 2P1L showed a η of approximately 7x102 Pa.s. Higher 
concentrations of nanosilicate registered even more astonishing increases, reporting viscosities around 
5 and 6x103 Pa.s for 2P2L and 2P3L, respectively. Regarding the shear-thinning properties of LAP, one 
can see that LAP groups dramatically decreased their viscosities with the shear rate increase, thus 
proving to have such flow behavior. Comparing η values for minimum and maximum shear rate, PEMA 
2% discs showed a 25-fold decrease, while laponite groups exhibited fold-decreases of 811, 1117 and 
5137 (2P1L, 2P2L, and 2P3L, respectively). [29] reported a similar shear-thinning behavior for 
alginate/laponite hydrogels, with LAP concentrations up to 6 wt.%.  
 
In order to determine the linear viscoelastic region of the studied hydrogels, an amplitude sweep 
experiment was performed. Viscoelastic behavior can be divided into two portions: the elastic one, 
which describes the solid-state behavior of the hydrogel, represented by G’ or G prime; the viscous one, 
which describes the liquid-state behavior, represented by G’’ or G double prime. LVE can be retrieved 
from the constant regions of both storage modulus and loss modulus graphs [29].  
 
Starting with the storage modulus one, represented in Figure 3.18, one can notice that laponite 
compositions exhibited higher G’, as expected. Laponite nanoplatelets tend to absorb some of the energy 
while the hydrogel is deformed, which is then used to induce microstructural changes to regain its 
original shape once the shear load is removed. The same thing cannot be said for PEMA 2%, which does 
not have this ability due to the lack of load-absorbing sites, which results in a smaller G prime and a 
shorter LVE region, that subsequently ends up in an earlier flow, as it will be discussed further in this 
section. Also, the value of G’ at the plateau region corresponds to the value of rigidity of the hydrogel, 
which means that 2P2L proved to be the most rigid group. This is in accordance with the previously 
shown viscosity analysis, where this group also showed to be the most viscous. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Regarding G’’, displayed in Figure 3.19, the obtained curves followed the same trend as G’, with 
laponite groups showing higher modulus. This modulus refers to the internal friction between 
Figure 3.18  –  Storage Modulus (G’) in function of time for 
all compositions.  
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molecules and particles of the studied fluid, from which energy is dissipated when this deformation is 
turned into heat. Therefore, it is comprehensible that the more viscous a fluid is, the more friction will 
exist between its microstructure constituents.  
 
However, both 2P2L and 2P3L showed some unexpected peaks in the constant region. This might 
indicate some temporary disturbances in their microstructures. However, no explanation was found in 
the literature for such an event nor this analysis could be continued in order to explain such behavior. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure 3.19  - Loss Modulus (G’’) in function of time for all 
compositions.  
26 
 
By intersecting G’ and G’’ plots (Figure 3.20), it is possible to determine the flow point, i.e., the 
point from which the fluid switches from solid-like to liquid-like behavior. The point where both moduli 
intersect corresponds to the start of the printing process in an extrusion-based system. The intersection 
between both moduli for the 4 studied compositions can be found Figure 3.20. 2P showed a flow point 
at a lower shear load, as expected, while 2P1L and 2P3L both started to flow after the 4th minute, almost 
at the maximum shear stress. Unfortunately, the rheology results were obtained in function of time, 
making it impossible to define the exact shear load at which the flowing point occurred.   
 
 
 
 
 
 
 
 
 
 
 
 
 
a) 
Energy 
b) 
Energy 
c) 
Energy 
d) 
Energy 
Figure 3.20  –  Intersection of G’  and G’’  plot lines for a) 2P, b) 2P1L, c) 2P2L and d) 2P3L in order to 
observe the flow point.  
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In this section, a printability window for PEMA and PEMA/LAP hydrogels was determined and 
the printable compositions were parametrically quantified. Firstly, the jets of the 4 suggested inks were 
analyzed, followed by quantification of square grid and stacked constructs of the printable 
compositions.  
 
In Figure 3.21 one can find the printing jets of the 4 compositions. Starting from the right, the first 
picture belongs to 2P (a)), followed by 2P1L, 2P2L and 2P3L (b), c) and d), respectively). Jet 
transformation along the different compositions with the increase of laponite is clearly visible. 2P jet 
exhibited a typical behavior of liquid inks, forming a droplet after exiting the nozzle. Figure 3.21 e) 
shows the printing of PEMA 2% onto a glassing slide, where an expansion after extrusion is visible due 
to the droplet-like jet. F. Munarin et al. [22] managed to print this same composition by applying a pre-
crosslinking step in order to increase its viscosity, as previously reported in the introduction section.  
 
The incorporation of LAP 1 wt.% proved to have an impact on the hydrogel’s viscosity, as proved 
by the previously shown rheology study, which consequently impacted the extrusion jet. Despite 2P1L 
viscosity still not being in the required range for extrusion-based 3D printing, the addition of the 
nanosilicate was enough to eliminate the droplet-like jet. However, as one can see in Figure 3.21 b), the 
jet still exhibits inconsistencies and expands after exiting the nozzle. Finally, the shear-thinning behavior 
of laponite allowed 2P2L and 2P3L viscous inks to have a continuous and consistent jet, making these 
two the printable compositions among the ones which were studied in this work.  
 
PEMA 1 wt.% doesn’t provide the necessary ink viscosity, not even with the incorporation of 
laponite. Higher concentrations of laponite, starting at 4 wt.%, not only make the inks too much viscous 
but also difficult blending between LAP and PEMA solutions. Having this in consideration and from 
the analysis of the jets, it was possible to define a printability window (adapted from [43]), that can be 
found in Figure 3.22.   
 
 
 
 
 
 
 
Figure 3.21  - a), b), c) and d) Jet pictures of 2P, 2P1L, 2P2L and 2P3L, respectively, at a pressure 
of 0.08 MPa; d) Picture of 2P’s expansion after printing.  
28 
 
 
 
 
 
 
 
 
 
 
 
 
 
In order to quantify 2P3L and 2P2L printability, these were printed with different shapes and 
stacking heights. Square grids with 1, 2, and 3 mm inner squares were printed for both compositions, 
and can be found in Figure 3.23, whereas hollow squares with 5, 10 and 20 layers in height are displayed 
in Figure 3.24, that was only placed further in this section since it was only used for height fidelity, 
which will be the last parameter to be discussed.  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
The square grid shapes, exhibited above, were used to quantify 3 parameters: printability ratio, 
spreading ratio and shape fidelity.  
 
The printability ratio was adapted from [44], where it was used to quantify the printing of cell-
laden gelatin/alginic acid sodium salt bioinks. This parameter analyzes the squareness of the printed 
square shape, i.e., how similar the printed squares are, in terms of geometry, compared to the pre-
designed ones. The more squared the printed square is, the closer PR is to 1. If the square exhibits a 
rounded shape, PR<1, whereas odd shapes have a PR>1. This parameter can be calculated by using 
equation (3.3), that relates the square’s area (A) and perimeter (L): 
 
Figure 3.22  - Printability window diagram.  
Figure 3.23  –  Stereoscope pictures of square grid printed constructs 1, 2, and 3 
mm square size for 2P2L (a-c) and 2P3L (d-f).  
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𝑃𝑟𝑖𝑛𝑡𝑎𝑏𝑖𝑙𝑖𝑡𝑦 𝑅𝑎𝑡𝑖𝑜 (𝑃𝑅) =
𝐿2
16𝐴
     (3.3)       
 
In this work, as in [44], a PR acceptance window of 0.8 < PR < 1.1 was established. Statistical 
analysis was not performed for this parameter since the values were so close to one another. 6 squares 
from each square grid were measured.  
 
As one can see in Table 3.1, most of the values fell within the acceptance window. Starting with 
2P2L, the biggest value was exhibited by the smallest square grid (1 mm), with a PR of 1.10 ± 0.08, just 
in the limits of the established window. Both 2 and 3 mm showed values closer to 1 (0.99 ± 0.03 and 1.02 
± 0.03, respectively). 2P3L showed a PR of 1.12 for both 1 and 2 mm square grids, with SD of 0.07 and 
0.05, respectively.  2P3L’s wider grid (3 mm) exhibited a PR of 0.99 ± 0.02. So, every square grid except 
for the 1 and 2 mm ones belonging to 2P3L fell between 0.8 and 1.1.  
 
Comparing the square grids with the same square size, only 2 mm showed significantly different 
PRs (0.99 ± 0.03 for 2P2L against 1.12 ± 0.05 for 2P3L), with 2P3L staying out of the acceptance window. 
3 mm printed grids showed very similar values, both inside the 0.8 – 1.1 range. Lastly, 1 mm square 
grids also exhibited similar PRs, even though one can consider that the grid corresponding to 2P3L 
stayed out of the desired PR range.  
 
 
Table 3.1  - Printability Ratio of 1, 2 and 3 mm printed square grids for 2P2L and 2P3L.  
Printability Ratio  1mm 2mm 3mm 
2P2L 1.10 ± 0.08 0.99 ± 0.03 1.02 ± 0.03 
2P3L 1.12 ± 0.07 1.12 ± 0.05 0.99 ± 0.02 
 
 
 
The spreading ratio can be defined as the ratio between the width of the printed filament and the 
internal diameter of the used nozzle, as stated in equation (3.4): 
 
𝑆𝑝𝑟𝑒𝑎𝑑𝑖𝑛𝑔 𝑅𝑎𝑡𝑖𝑜 (𝑆𝑃𝑅) =
𝑃𝑟𝑖𝑛𝑡𝑒𝑑 𝑓𝑖𝑙𝑙𝑎𝑚𝑒𝑛𝑡 𝑤𝑖𝑑𝑡ℎ
𝑁𝑜𝑧𝑧𝑙𝑒 𝑖𝑛𝑡𝑒𝑟𝑛𝑎𝑙 𝑑𝑖𝑎𝑚𝑒𝑡𝑒𝑟
     (3.4)        
 
This parameter was adapted from [45], where it was used to quantify the printability of alginate 
bioinks with different molecular weights and crosslinking ratios. In this work, a 25 G conical nozzle was 
used with an internal diameter of 0.25 mm. In order to quantify the square grids displayed in Figure 
3.23, the line width was measured in 10 different locations along each grid.   
 
Table 3.2 presents the SR for all compositions and correspondent square grids. Statistical analysis 
was used to compare the spreading ratio values between the two compositions. The significance 
proportionally increased with the square size: * for 1 mm squares (pv=0.0179), ** for 2 mm (pv=0.0015) 
and *** for 3 mm (pv=0.0004).  
 
For 1 mm square grids, the increase of laponite caused the SR to rise from 1.5 ± 0.1 to 2.1 ± 0.3. On 
the other hand, both 2 and 3 mm square grids showed an opposite behavior, with SR decreasing from 
3.2 ± 0.2 to 2.4 ± 0.4 for 2 mm and from 3.2 ± 0.3 to 2.3 ± 0.4 for 3 mm. One can also notice that for 2P2L 
the increasing of the square size resulted in SR increasing, as expected, since the smaller the square size 
is the closer the filaments are, resulting in limited expansion/spreading. 
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Table 3.2  - Spreading Ratio of 1, 2 and 3 mm printed square grids for 2P2L and 2P3L.  
Spreading Ratio 1 mm 2 mm 3 mm 
2P2L 1.5 ± 0.1 3.2 ± 0.2 3.2 ± 0.3 
2P3L 2.1 ± 0.3 2.4 ± 0.4 2.3 ± 0.4 
 
 
 
G. Han et al. [46] reported a shape fidelity parameter to quantify the printing of decellularized 
ECM-based 3D cell-laden constructs. This parameter compares the theoretical area of a square (Ate) with 
the real one obtained for the printed construct (Are), as demonstrated by equation (3.5): 
 
𝑆ℎ𝑎𝑝𝑒 𝐹𝑖𝑑𝑒𝑙𝑖𝑡𝑦 (𝑆𝐹)(%) =
𝐴𝑟𝑒
𝐴𝑡𝑒
× 100     (3.5)        
 
6 squares from each square grid were measured in order to quantify this parameter. As it 
happened for SR, statistical analysis was used to examine the significance between 2P2L and 2P3L for 
the correspondent square grids. For the largest grid (3 mm) the differences were considered to be not-
significant, which can be easily understandable by looking at the SF values (35.4 ± 2.1 for 2P2L and 38.2 
± 1.7). This analysis also showed a significant difference of ** for 1 mm square grids (pv=0.0039) and a * 
one for the 2 mm grids (pv=0.0138). 
 
Regarding 1 mm square grids, the increasing of laponite resulted in the decreasing of shape 
fidelity from 17.0 ± 2.4 % to 7.3 ± 1.1 %. Even though they were printed using the same CAD-file, by 
looking at Figure 3.23 a) and d) it is noticeable that the square grids are distinct, and that some of the 
filaments end up merging with each other after printing, obstructing the squares. This is in accordance 
with the spreading ratio analysis, which showed a higher spreading for 2P3L. The same relation 
between SF and SPR can be applied for 2 mm grids. SF decreased from 22.8 ± 1.8 % for 2P3L to 14.3 ± 
2.3 % for 2P2L, following the same trend as spreading ratio, where 2P2L exhibited a higher value (see 
Table 3.2). 
 
 
Table 3.3  –  Shape fidelity of 1, 2 and 3 mm printed square grids for 2P2L and 2P3L.  
Shape Fidelity (%) 1 mm  2 mm 3 mm 
2P2L 17.0 ± 2.4 14.3 ± 2.3 35.4 ± 2.1 
2P3L 7.3 ± 1.1 22.8 ± 1.8 38.2 ± 1.7 
 
 
 
 To complete printability quantification, the height fidelity of stacked constructs was analyzed. 
This parameter was adapted from the previous discussed parameter (SF), as it is also a comparison 
between a theoretical and a real value. 2P2L and 2P3L constructs were printed with 5, 10 and 20 layers, 
and their real height (Hre), was compared to the theoretical one (Hte), as stated in equation (3.6): 
 
𝐻𝑒𝑖𝑔ℎ𝑡 𝐹𝑖𝑑𝑒𝑙𝑖𝑡𝑦 (𝐻𝐹)(%) =
𝐻𝑟𝑒
𝐻𝑡𝑒
× 100     (3.6) 
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 Stereoscope pictures of the different stacking layers for each composition can be found in Figure 
3.24. 
 
 
 
Constructs’ height was measured in 3 different zones. The averages of these measurements and 
correspondent SDs can be found in Table 3.4. The statistical analysis stated that the differences between 
2P2L and 2P3L, considering the same number of layers, were not significant. However, rather than 
analyze the differences in HF for the same stackings, one can analyze the impact of layer increasing on 
HF. Regarding 2P2L, it is clear that the increase on number of layers had a positive impact on height 
fidelity, which went from 72.5 ± 5.5 % for 5 layers to 96.6 ± 1.8 % for 20 layers. The same trend was 
followed by 2P3L, which exhibited a 68.3 ± 5.4 % height fidelity for the lower stacking and a remarkable 
97.4 ± 1.1 % for the higher one. This can be explained by looking at Figure 3.24 a) and d), where it is 
visible that the top of the 5 layers constructs is not as horizontally straight as it is for 10 and 20 layer 
stackings, showing variable heights along the construct’s length.    
 
 
  
Table 3.4  - Height Fidelity for 5, 10 and 20 layers stacked constructs for 2P2L and 2P3L.  
Height Fidelity (%) 5 layers 10 layers 20 layers 
2P2L 72.5 ± 5.5 93.8 ± 1.8 96.6 ± 1.8 
2P3L 68.3 ± 5.4 86.9 ± 1.1 97.4 ± 1.1 
 
 
 
 
 
 
 
 
Figure 3.24  –  Steoreoscope pictures of s tacked constructs with 5, 10 and 20 layers. a,b,c) 
Stacked constructs for 2P2L; d ,e,f) Stacked constructs for 2P3L.  
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4. Conclusions and Future Perspectives 
 
This project was developed in the Orthopaedics Department of University Medical Centre 
Utrecht, in collaboration with the Department of Health Technology of the Technical University of 
Denmark. The aim of it was to develop 3D-printable laponite reinforced pectin-methacrylate hydrogels 
as alternatives for bone tissue engineering. Therefore, laponite concentration was studied and 
optimized by performing a wide range of characterization techniques. 
 
Firstly, FTIR analysis was used to confirm the UV-crosslinking of the hydrogel system. The shift 
of the peak corresponding to Amide I and the extinction of the   CH peak of the acrylate groups after 
crosslinking confirmed that the photopolymerization was indeed achieved after 10 minutes of UV-
exposure. Swelling ratio and degradation can also be used as proof that crosslinking was in fact 
achieved since the hydrogel discs would not be able to remain stable over a period of 21 days if they 
were not crosslinked. Laponite incorporation proved to highly impact these two domains, especially 
hydrogel swelling, with a remarkable 26% decrease being registered when comparing PEMA 2 wt.%: 
Laponite 3 wt.% with PEMA 2 wt.%. Swelling ratio decreased linearly with laponite concentration. 
Despite not so evident, a similar impact was reported for degradation rate, with all the groups showing 
a degradation of less than 40%, which is remarkable. 
 
As for morphological characterization, the porosity of freeze-dried discs of the 4 compositions 
was analyzed through SEM observation of vertical cross-sections of the scaffolds. The reinforcement of 
PEMA’s network proved to have an effect on the scaffolds’ pore size. Average pore size went from 196 
± 103 µm for the merely polymeric discs to 78 ± 22 µm for the discs reinforced with 3 wt.% laponite. 
However, 2P1L and 2P2L exhibited average pore sizes above 100 µm, which is defined as the minimum 
recommended pore size for effective bone regeneration. Laponite incorporation also showed to decrease 
the variety of pore sizes. However, the decrease was not in such an order that poses a threat to the flow 
of substances in and out of the scaffold. 
 
Compressive tests were used to obtain elastic modulus, toughness and compressive strength of 
the studied groups, while cyclic tests were also performed in order to assess the energy loss after the 1st 
cycle and the decrease in strength after 5 cycles. Regarding the compressive tests, the group which 
generally showed the best results was 2P2L. Toughness and compressive strength were higher for this 
group, showing increases around a 4-fold order when compared to 2P. Despite this, 2P3L exhibited the 
higher elastic modulus, registering an impressive 40 kPa increase when compared to PEMA 2 wt.%. The 
elastic modulus of 48.1 ± 0.7 kPa perfectly fell within the 25 – 65 kPa range of optimal values for 
osteogenesis, as suggested by [13]. Regarding cyclic tests, laponite increasing was associated with a 
higher decrease in strength after 5 cycles, which might be explained by the higher brittleness of the 
scaffolds due to the incorporation of the nanosilicate. Also, these groups exhibited a higher energy loss 
after 1 cycle, proving that laponite nanoplatelets absorb some of the load energy while compressed.  
 
Prior to 3D printing, a rheology study was carried out to quantify the viscosities of the hydrogels 
and to observe the shear-thinning behavior of laponite groups. Laponite groups exhibited higher 
viscosities and their shear-thinning behavior was also clear, with viscosities dramatically decreasing 
when a shear rate was applied. This decrease was proportional with the increase of laponite wt.%, as 
expected. G’ and G’’ also increased proportionally with laponite until 2 wt.%. LVE region was longer 
for LAP groups, with the flow point occurring at higher shear rates than for PEMA 2 wt.%. 
 
Studies progressed towards the final step of this study, which was to define a printability 
window and to quantify the printable compositions. 2P2L and 2P3L exhibited continuous extrusion jets 
and were considered to be the 2 printable compositions among the studied ones. Both compositions 
exhibited satisfying results for the analyzed printability parameters regarding shape fidelity, 
printability ratio, and spreading ratio, especially for 2 and 3 mm square grids. Height fidelity of stacked 
constructs was also analyzed, with 20-layer stackings exhibiting the highest value, reporting fidelities 
around 97% for both inks, which is astonishing.  
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One can say that laponite incorporation into PEMA hydrogels had an outstanding impact on 
scaffolds’ properties. Overall, PEMA 2 wt.%: Laponite 2 wt.% exhibited the most promising properties, 
surpassing PEMA 2 wt.%: Laponite 3 wt.%. 2P3L was associated with either stagnation or even a 
decrease in the hydrogels’ properties when compared to 2P2L. These results imply the existence of a 
saturation limit for laponite’s concentration, from which scaffolds’ properties are no longer boosted by 
nanosilicate incorporation. Such behavior can be explained by laponite nanoplatelets agglomeration, 
which leads to a weaker interaction between laponite and PEMA’s network. Such findings were also 
reported by [28] and [47].  
 
 
 
In order to use these scaffolds in the clinic, several steps still need to be taken. Future works on 
this matter can be focused on: 
 
1) Bioactivity study in order to confirm that laponite association with pectin-methacrylate 
enhances osteogenic properties. This study was started during this thesis but 
unfortunately it could not be finished; 
2) Optimization of printing parameters such as speed rate, pressure and nozzle distance in 
order to achieve better printability results. Several shapes should also be tested to 
quantify printability in that domain; 
3) Cell-culture studies in order to define the best laponite concentration, for example 
Live/Dead assays or some tests with early-bone markers, like Alkaline Phosphatase; 
4) Seeding cells into the hydrogels and study cell viability post-printing; 
5) The addition of a biological component to this nanocomposite might be needed to 
increase its biological performance. It must be noted that in this project some approaches 
were tried, including the addition of gelatin-methacrylate, bone ECM particles and 
fibronectin to the hydrogel system. However, these strategies were abandoned especially 
due to incompatibilities regarding 3D printing. Further studies in this direction must 
have this into consideration; 
6) After all the previous steps, the scaffolds still need to be tested in an in vivo environment. 
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6. Appendix 
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Figure 6.1  –  Schematic of a) Laponite microstructure and its constituents, b) Laponite 
behavior when dispersed in water and c) shear-thinning behavior of the nanosilicate.  
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Briefly, to prepare the medium-PEMA with 48.82% theoretical methacrylation of acidic carboxyl 
groups, the pectin powder (1 g) was mixed at 1% (w/v) into a 50 mM MES buffer solution (100 ml, pH 
6.5) containing 0.5 M NaCl at room temperature. After the powder was completely dissolved, 0.69 g (60 
mM) N-Hydroxysuccinimide (NHS) and 2.3 g (120 mM) 1-Ethyl-3-(3-
dimethylaminopropyl)carbodiimide (EDC) were added to this solution and stirred for 10 min to activate 
the carboxylic acid groups of pectin. Afterward, 0.994 g (60 mM) AEMA was added to the solution and 
allowed to react for 24 hours at room temperature in the dark. The molar ratio of NHS:EDC:AEMA was 
maintained at 1:2:1. Low (30 mM) and high (90 mM) AEMA were used to synthesize low and high 
degree of PEMA methacrylation, while keeping the NHS:EDC:AEMA molar ratio constant. After 24 
hours, the solution mixture was precipitated by the addition of excess acetone and dried under the fume 
hood. The resulting polymer was dehydrated and dissolved in 100 ml deionized water for further 
purification and subsequently dialyzed against DI water for 3 days and lyophilized. 
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Figure 6.2  - Compression setup for both compression and cyclic tests.  
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Figure 6.3  -  Rheology setup for viscosity, G' and G''  assessment.  
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Table 6.1  - Statistical analysis for swelling ratio, degradation rate, porosity, mechanical  
properties and printing parameters.  
 
Technique Compositions p value Summary Significant 
 
 
Swelling Ratio 
2P vs 2P1L 0.0104 * Yes 
2P vs 2P2L 0.0003 *** Yes 
2P vs 2P3L <0.0001 **** Yes 
2P1L vs 2P2L 0.0576 ns No 
2P1L vs 2P3L 0.0023 ** Yes 
2P2L vs 2P3L 0.1394 ns No 
 
 
Degradation Rate 
2P vs 2P1L 0.8676 ns No 
2P vs 2P2L 0.0103 * Yes 
2P vs 2P3L 0.0004 *** Yes 
2P1L vs 2P2L 0.0040 ** Yes 
2P1L vs 2P3L 0.0002 *** Yes 
2P2L vs 2P3L 0.0646 ns No 
 
 
Porosity 
2P vs 2P1L 0.3263  ns No 
2P vs 2P2L 0.0143   * Yes 
2P vs 2P3L 0.0007  *** Yes 
2P1L vs 2P2L 0.4772  ns No 
2P1L vs 2P3L 0.0735  ns No 
2P2L vs 2P3L 0.7188  ns No 
 
 
Elastic Modulus 
2P vs 2P1L 0.0242 * Yes 
2P vs 2P2L <0.0001 **** Yes 
2P vs 2P3L <0.0001 **** Yes 
2P1L vs 2P2L <0.0001 **** Yes 
2P1L vs 2P3L <0.0001 **** Yes 
2P2L vs 2P3L 0.7082 ns No 
Toughness 2P vs 2P1L 0.2249 ns No 
2P vs 2P2L 0.0254 * Yes 
44 
 
2P vs 2P3L 0.0052 ** Yes 
2P1L vs 2P2L 0.5738 ns No 
2P1L vs 2P3L 0.1728 ns No 
2P2L vs 2P3L 0.8002 ns No 
 
 
Strength 
2P vs 2P1L 0.0442 * Yes 
2P vs 2P2L 0.0025 ** Yes 
2P vs 2P3L 0.0375 * Yes 
2P1L vs 2P2L 0.3835 ns No 
2P1L vs 2P3L 0.9997 ns No 
2P2L vs 2P3L 0.4312 ns No 
 
 
Shape Fidelity 
1 mm (2P2L vs 
2P3L) 
0.0039 ** Yes 
2 mm (2P2L vs 
2P3L) 
0.0138 * Yes 
3 mm (2P2L vs 
2P3L) 
0.3533 ns No 
 
 
Height Fidelity 
2P2L vs 2P3L (5 
layers) 
0.4805 ns No 
2P2L vs 2P3L (10 
layers) 
0.0690 ns No 
2P2L vs 2P3L (20 
layers) 
0.9992 ns No 
 
 
Spreading Ratio 
1 mm (2P2L vs 
2P3L) 
0.0179 * Yes 
2 mm (2P2L vs 
2P3L) 
0.0015 ** Yes 
3 mm (2P2L vs 
2P3L) 
0.0004 *** Yes 
 
 
 
 
 
 
 
 
 
45 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
b) 
Energy 
a) 
Energy 
c) 
Energy 
d) 
Energy 
Figure 6.4  - SS curves corresponding to the 1st cycle of a) 2P, b) 2P1L, c) 2P2L and d) 2P3L.  
